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m m m 

J^&}S<^^"^feS[Ann. Rheum. Dis., 52, S39-S47 (1993)]o 

tA^ifM^M^tlXl^^l^t^^ l^M@^-e$>-SEGF(epidennal growth factorX PDG 
F (platelet-derived growth factor)^ PGP (fibroblast growth factor) ^ 

67, 859-865 (1993X Semin. Arthritis Rheum., 21, 191-199 (l991)]o ^ ^IZ^ j# 
lII*01fla{3:fc{tSPDGFU-fer^— [Scand. J. Immnol., 27, 285-294(1988)]:^ J; l^C 
i^^F*3T^l!g®FGFb-fe7*:J^— <D^3^U^;i/®±#[Arthritis Rheum., 39, 914- 
922 (1996)]ds^^$nT i§l4ii® 'J V5=-Oi^lSiMT-OEGFU -fe - 

(feAT. EGFRfct^a) lCO^^T®^^^iSt^^^*l^o 

EGFRttEGFfci^^UiJ^-Y x'-^feBfiK UTtSi^flSt- S C (C i D ^ TO^iiJfi 
{C^<o EGFRiiim^*. EGFRi:ffi|SH4§^#OerbB7 7'^ 'J— T*>Sc-«rbB-2 
(HER2*fe{ic-neufc4)WnS) EGF#STTEGFRi:'v5^P^-f -7— 4 
J^fiKLx EGFRifjJ^D >=^r:^-Hf fCfStt-fb^il^ c-erbB-2;!? U >Klb?fe^ 
It Sd -bd^^^^tuTV'* 5 [Biochemistry, 29. 11024-11028 (1990)]o c-erb 
B-2{i|RlDerbB7 5'^ V—(DethB-3^eThB-Ati>^y^r3^^^—^B^L. 

^iXTV> -5 [Science, 256, 1205-1210 (1992). Mol. Cell. Biol., 15, 5770-5776 (1 
995). J. Biol. Chem.. 269. 14661-14665 (1994). Nature, 366, 473-475 (1993)]o 
^c4b\c-erbB-2i:ia^i^^UTc-erbB-2*^S<4^b-r S«t^ * U ^> Htt^S^^ST- 
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c-erbB-2H:. =7 hSI«l^ifflJ«NiH3T3{c:jilHlt:^]S^-B- S CI i: J: 0 h ^ 

A-rSll^^^^-rSCScience, 237, 178-182 (1987). Proc. Natl. Acad. 

Sci. USA. 84. 7159-7163 (1987)]CI il-?>. b hfSA©^*^*36:iEm«aM®±jS 
»t3iJlxT{ijl^<ai''<;U-CbA»||3^UTl^'&:V^[Oncogene. 5. 953-962(199 
0)]<DiC^bs j|i|i^[Science. 235, 177-82 (1987), Cancer Lett., 81, 137-44 (199 
4), Cancer, 73, 2359-65 (1994), Science, 229. 974-6 (1985)], H^[Cancer Res.. 

50, 8002-9 (1990)], 9Pm^[Science, 244, 707-12 (1989)]*? J:T>'jf?Ba^[Patholog 
y. 59, 46-52 (1991)]®20-30%T-(i^iflJt^3KUTV^i><l t*^?., mU^fiOyU 

JjT;i*:[Mol. Cell. Biol.. 9. 1165-1172 (1989), 7|^@^|^^5677171^, ^^^8-50 
4172, Int. J. Can.. 53, 401-408 (1993), Am. J. Resp. Cell. Mol. Biol., 9, 448- 
454 (1993), Clin. Then, 21, 309-318 (1999)]J^c-erbB-2C9y "^7 > 1^ ^ jl l^ — 5/ 3 
><&5l^jgCt-c-erbB-2<Z)»|^ XZ^-f 2,— ^l^liJjti^iCGene Then, 1. 

332-337 (1994)], T >^ ? ^ l/;t5^ KC^^^9-506770, Bn J. Can., 70, 

819-125 (1994), Int. J. Can., 72, 631-636 (1997)]AJ^iMJJS©Ji5fi^Jlp^fJ-r 

%mm a w&m% u ^ v ^^^otiiKaiisoiisiK: 43 m 5c-erbB-2 

c-erbB-2*S:;«Cg(C#^£ L/T V^ €. C ^ ^ {Cc-erbB-2;{^EGF©^i&p{3 J: U 

f-Di/>:^:h— tfPIS^j'r-;^5^'f >-?>iitc-erbB-2}jT;<*:®»ic J; OffiS^n 

t^JiiD-b. :^^miti:iT(D (1) - (2 7) tcii-rso 
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( 2 ) c-erbB-2®^^?g<4-&ll*-r Si^Md^x c-erbB-2S^-r SM^feil^PI 

( 3 ) c-eThB-Z^-ff-r^mninm^mmt ^^nt^. erbS ©c-erbS- 
2^(D^'^^m^-r StUSx c-erbB-2 ViJ> K©c-erbB-2*^tf U -fe — n® 
«S-&*PHS-r5tlMxC-erbB-2<D^-r 'x'— fb^&ISS-r StlM43 JCtJ^erbB U > K 

(4) c-erbB-2^^-rSt«^<E3t^Pa*-rStlM5?P\ c-erbB-2S^gS6-ri>4'«l 

mx'$) ±13 ( 2 ) tmcDm^mw u 'y^^<Dmmmo 

(5) erbBU > K®c-erbB-2-NCDi^^^fflS-r S^^M^fctterbB'; 7!J> KO) 

c-erbB-2>&^tf U-fer^ ^<^)3^A*ia*-r ^tjM;?)^. c-erbB-2T>^ rJ^;:^ h 

* fc{ic-erbB-2'\7^ D -b 7"^ — ^M^t S b -fe 7 — t^^J 1" 5 > iJ' 3 n;;^ 

h-r-$)5cJ:&^^gci:^5. ±13 (3) f3«©ii«® U •^v^^cDt&jBilgo 

c-erbB-2*^tf U "fe ^©J^A<fePfiS1-StlSA*x erbB U :3ff > K U 

erbBU > H®c-erbB-2Sfcttc-erbB-2i:^5^D U-feT"^— :£ff$f!gf S b-fe 

— ^oiK^SM-rstiM'c^sciii^iNfifcfc-rSx ±13 (3) i3«gofs 

( 7 ) c-erbB-2$fc{ic-erbB-2t:'X7^ p H2 7'^'— ^fe^J^-T S l/-b T*^'— 
■rS5'>^zf^;^ h A*xC-erbB-2^fe{ic-erbB-2i;'S7^D U-br^^— ^^Jf^^f S 

^mm.tt^. ±13 (5) ^m(Dm^mm')'^-7^<D^mmo 

( 8 ) erbB U > K J: b T s erbB *)iS>\^ (D C-erbB-2 S {ic-erbB-2 1 ^ 
7^PHl7"^-$JfM-r5l-fe7'<5' ^©JS^^UgfStJKA^x erbB 

t^. ±13 (6) l3©®ti<4il»Ue7V^®?g^||, 
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( 9 ) erbB U > H*Sc-erbB-2tc:ijg^ Ufe^Ctf^fe^l^lfiS-r StlM3&^^ c 

( 3 ) mmcom^^mm u "i? v5^ot&«EMo 

(10) c-erbB-2©^Pi/>'J >^^b*|Ji*•r€»#IM*«^Oi/>:^:^— KIES 

^pjT*^5±iB (9) $Em(Dm{imm*)^^^(D^mmo 

(11) U >^^bUfcc-erbB-2hmF^li^eii^^fc®ffiSftffl*Pfl*-rS 

(12) c-erbB-2(D^^^«l$)J-rS^K}Jp\ c-erbB-2iife^t^t-S7'>5^-fe 

±g3 (2) IB^©ti<4TOU'>v^<Dt&5^|^o 

(13) c-erbB-20^^^St4^£PI*-rStl®*^^fig^5>i: UT^^TSmMa 

(14) c-erbB-20^<^tSi4*PI«-r StlSfiS. c-erbB-24:/y'-r S^SKsii* 
ll*■rStlM*fe^ic-erbB-2®^m^J^P$lJ■r■S2^MT-feS^ ±13 ( 1 3) 13*8© 

(15) c-erbB-2?&:^-r Stf «€3lS|JlS-r StlS**^ erbB U 3f/> K®c-erb 
B-2^©^^*|lg-r S#J^x c-erbB-2 K®c-erbB-2<fe^$f l/-fe 7* ^ -'s 
®ifS^^£fflS^S^M.c-erbB-2©;J?'W' V—fb^fefflSTSi^H^JJ: VerbB U 

K*Sc-erbB-2t:^-& Ufc^Cm^feit ^SffiS-T «t t) 

ii^55i< i: 5. ±IB ( 1 4) aB«©T«flSiMiia*i5iiaS»!o 

(16) c-erbB-2<&^-r 5m«fe5l*IS»t-St)M*Js c-erbB-2*^|^-r SttJ 

-MT-feSs ±iB (1 4) mmcDmmmmmmmmmo 

(17) erbB <J K©c-erbB-2^©ijg^^|Jig-r fetterbB ViS^h' 
©c-erbB-2S^tf \y -fe T"^ — N^ifg-^^PIg-r S tlM>?)*s c-erbB-27' > ^ 

h ^ Jic-erbB-2'\7^ a -fe 7*^ — S Jfjfig-r S — 13?* -r S T > ^J' 3 :r 

7. hT-*5Ci:S^#^i:-rSx ±iB ( 1 5) IB^Ot&iMjlSiiJiPflg^Jo 
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(18) erbB U iSy KOc-erbB-2-v®J|g^*|Ji*-r $tJS*fc{ic-erbB-2 'J iS 
■&br. eri)B i3> K<Z>c-erbB-2*fc(ic-erbB-2'V7"P U-fe 7*^— ^Jgfig-T S P 

■bT*^ — ^<oi^^^mm-r^mm.-^&^z.}i^mmht%. ±hb (i 5) tm 

(19) c-erbB-2 ^ fz ttc-erbB-2 il'VT^DUrr^— ^M^t 5 U -b ^iJ^ — tZ 
*f-r ST'V^lJnj^hAS, c-erbB-2 * fe {ic-erbB-2 1 D U -Ir r^S' — ^ Jf^fig-T 

t^^WLtr^s ±ge (1 7) tmcDmmmmmmmmmo 

(20) erbB 'J > H t U T ^ erbB U > H (Dc-erbB-2 ^ fc (ic-erbB-2 

mt-r^. ±13 (1 8) mm(Dmmmmmmmmmo 
(2 1) erbB 'J i'ific-eThB-ziz^^i.rz^ommBmmm-r^^mi^. 

c-erbB-2CD^Pi/> >; ^^-fb^fePI^^S^MSfey: U V^-fb Ufec-erbB-2fciffl 
(15) IB«<DftmifflJ}gigmi!£S^Jo 

(2 2) c-erbB-20^De^>U >^^b^mS■r5t»M3!)S^Di^>=¥:^— ^PI^ 
^JffeS±H3 (2 1) iB«8o?tMiaflllSliTOS^Jo 

(23) U >^flS Ufcc-erbB-2 iliiljjaF«3««fe^^^ ^Rft^-T 5 
c-erbB-20«F«9^^l3j»*-r-2.Jn;i*:> ^m»r>t*fcH:^ti^®il^f*: 

'^i>^z.}i^^Wi}Lr^. ±18 (2 1) mmo^mmmmmmmMo 

(24) c-erbB-2(D|g3l*tt)$lJ-rSt»S*»> c-erbB-2ii€^t:M-r5T>^-b 
7i^^;t^K:feJ;tfy:J?1f>rA3{p^)S:Sg^J;»3S«ns, ±iB (2 1) mm<0 

(25) C-erbB-2 1 fettc-erbB-2©mRNA^t) U < {icDNA^^^fitjtJjg^-r St) 

(26) c-erbB-2t ife(ic-erbB-2(DmRNA4) t < {icDNA(3ijg-^-r 5^®*^^ c 
-ethQ-2^mm-t^t}ii^ c-erbB-23iiE?®DNA^ MDNArrit. ^DNAiJj:tJfC 
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^^^^mj:*)mt£ti^'p^< t^-m-^^^. ±m (25) mmcDm^^m®^ 

(27) ±iB (25) (26) tdM(DmmM^m\^^xmmm^(Oc-erb 

!^TSi4 * PIS -r s ^ b r {±. c-erbB-2 § -r s ft PIS -r s tiM ^ 

c-erbB-2^lffr^mm^M^mm-r^^nt\^rii. erhBVay KCDc-erbB- 
2^(D^^^mm-r ^^m. erbS Kcr)c-erbB-2=£^tfU-fer^— 
^ISS-rStJ^s c-erbB-20^^ x'-'fb^PIS-r 2. ^!S*fe{ierbB Kj^J^c 
-erbB-2fc^^ U fe^®tg$B<E^^fe PS^-T § tlK^*^** tf ^ H S o 

erbBU iSy h'i: UT{±^c-erbB-20rS^^^b^?l^®c-rt6;b$#^?> U H 

-e*)^^^^***^)*)®!:*) J;V^;fp^ c-erbB-2 h □ U -fe r ^J' »*U<tt'\ 

-©Hrr^-t J^^t* 5 CL {3 i 0 . c-crbB-20^t^ & §lt*a^-rU^> 
h\c-erbB-2tifijgiK^UTc-erbB-20rStt'fb^§l$jec:-r 3tf> K>Siif*S{?y^ 

^nSo c:oJ:^&';**> KilbT. :a<*:fl«}t:H:EGF^fc{iTGFa&ir*sfe{f ^ 

c-erbB-2&^-rS+iffie^*l?E»'r bTx iff S b < (±c-erbB-2*^ia 

•rS+lDm (WT^ tn:c-erbB-2tl3|atait:fciil&HBt-S) s Stn;*(i«TM-43<fct^-?n 

ti;<*:»rM-i: UTtts Fab (fragment of antigen binding(3DB&) . Fab\ F{ab%, 
-^min^i^ (single chain Fv : WT> scFv tm^t^) . i^XJiy^ l^^^ittn 
(disulfide stabilized FvjdsFv) ^ ^W^^^^Wi (complementaritydetenninlng 
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®<b^i^«: if&IK^^ -B-feJaii^l^ M -r 5 o 

Jn;c-erbB-2i4i«JtJT;<*^i:bTtt> Mol. Cell. Biol.. 9, 1165-1172 

(1989), Int. J. Can., 53, 401-408 (1993X Am. J. Resp. Cell. Mol. Biol., 9. 44 
8-454 (1993)^K:J;»)#S$nfefcnyi*:s r^>(Herceptin)[Clin. Ther., 21. 

309-318 (1999)]:&i^i>sS,Jf 6nSo 
c-erbB-2&^tf Hr 7*<S' — ^ {i. c-erbB-2<&'^tf Hr 7"^ — tl«c-erbB- 
2#3* ^ {±c-erbB-2;^ t ^ -< V— ^ (, ^ (ic-erbB-2'V^ D V — V n 55; 
S*)(D-fe^^nSo c-erbB-2-^7^Dy-r U-t:7°^— tt, c-erbB-2herbB7 T 

^ 'J— J: »)ffM^nSo erbB^r ^ •;-<i:LrH;> ECFR^*s^{:f f,ti-So WT. 
c-erbB-2^'\7"a^-f -7— U-br^ — <&Bfi£-r-g> U-feT*^— ife'NT'P L/-fe 7*^ 

erbBU :*J> >*©c-erbB-2^®^^5&fflS-rS^H> erbBU;!?> K®c-erbB-2 
?fe^$f Hr s®i^^<£PIg-r S t)H i: bt tt. c-erbB-2S D U -b 

{C^t-rS^'ViJ'^'-:^ erbBi;:tf> KilljS-&bterbBU:tf> FCDc-erb 

c-erbB-2$fctt^7"Dl/-fer^'— {C:^-rS7'>^3f-;^ h t bXtts c-erbB- 
2Sfct±^5^DU-fer^'-*^i|-rSft'lDt/i<*:. ^tjx<t:Writ*fctt^neoD|g# 
i*:sC-erbB-2*fcii^7^D U-b 7*^— terbB U K fcw-&UTi^-^-rS**U-fe 

Slfe***^*V'>EGF@|#MPathol. Res. Pract., 192. 76 1 -767(1 996)], EOF il^ 

t^— Q. Biol. Chem.. 273, 12370-12377 (1998)], TGF-a ilfSia-f STGF-agP 
^^^5^ KCBiochem. Biophys. Res. Commun., 129, 226-232 (1985)], ^ i 
KCOncol. Res., 4, 193-200 (l992)m^$>lf^Zt.ifiX§^<, 
erbB U > K ti^-^ LT^ erbB U > h'©c-erbB-2^ fett^T^ □ U Hr r^S? — 'n 
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©Ig^^RBS-rS^SfcUTtt. EOF, TGF-a4|0[)erbB'j5!f> 

EGFR<Dm^f^m^(D^ii'^tji^^mm<DEGPRiMol. Cell. Biol., 
12, 491-498 (1992), Mol. Cell. Biol., 12, 883-893 (l992)])5:ir*Sfe{f ^nSo 

c-erbB-2® iJ^>f V — fb * PIS "T S t U T tt> c-erbB-2 >&rSi4fb-r-5t6;'j* 
W^^l;V^c-erbB-2tZ?^■rS^A^^^ ^tn;<*:»TM-*;ttt^ne>fD^^i^, c-erbB-2 
(Dy^r ■7— 'fb{3||^-r:g>c-erbB-2®7' ^ y S?ieflJ©341#gJ-;^|^>£::5?5^^-^^c- 
erbB-2^^i^:, erbB U^r^ -ClerbB U > K ^^3^^ LT >b fSt* ^ 

C-erbB-2 ]'l±yh^iSy'^ ^^S^^ 6n5otn;*t:»r>t43 J:Z>*tn;<*$> 

mi^^l^i±. c-erbB-2ig-^tg>£;&U. c-erbB-2®T ^ ^ ^iB9iJ®34mgi:l|^ 
■^fec-erbB-2;^ r ^ -< T> h T:$>^^\—^ ^ ^ >[herstatin; 

Proc. Natl. Acad. Sci. USA., 96, 10869-10874 (1999)]^ c-erbB-2j|fflJiaF*3 K ^ 
>'^S^^^-e-fcc-erbB-2?^MMOncogene. 18, 3481-3490 (1999\ J. 
Biol. Chem., 274. 8900-8909 (1999)L c-e^bB-2:^::^— K;^ >® T ^ ^ ^{3 
^M*iP^fec-erbB-2^^-Hi:COncogene. 9, 1507-1514 (1994)])5: ifj&sfetf e>n 

So 

erbB U :i}> K*Sc-erbB-2tC«g^Ufe^®««fe31S|JaS-r Si^a bTtts c 
-erbB-2(D^D i'V U >lSfli&liaSt-SiilH* fett U >^<bbfcc-erbB-2a:lfflJ|g 

c-erbB-2(D^DS/> U >K^b*l®g-rS^®i: bTI±.^Di/> »J ^-^^bSffi 
S"rS#>S-^S>nH!V^*»feS^©T?*)<tV>3b*. ^-7.J->{y (genistein) [Int. J. 
Oncol.. 15. 525-533 (1999)]^ (emodin) [Cancer Res.. 55, 3890-3896 

(1995)]. ff)\/^±-^^iyy (geldanamycin) [J. Med. Chem., 38, 3806-3812 (19 
95)]^®^Pi'>:^r:^— ifPIS^J. ^Di/>7;rX77^— tfs c-erl3B-2<D U > 
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^mmmm^ncov >mn:,iiimti^(om^^mm.umzm^\^x\,y^<D-Cs c-erb 

y =¥-:^"'>/ U > (6 or 7-acryIamide-4-anilinoquin€izoline) [Proc. NatL. Acad. Sci. U- 
SA.. 95, 12022-12027 (1998)]> 3-7 > H «J >-2-;r > (3-phenylindolin- 

2-one)D. Med. Chem., H, 2588-2601 (1998)]^ ^D7;ty^f^> (tylophostin) 
Biol. Chem., 268, 11134-11142 (1993)]^7E)Sfe{f ^ixSo 

c-erbB-2(D|g314jfl]©l-rS<^H^ UTti^ c-erbB-2ii^^ t>t>rf ■5.7'>^-fe > 

c-erbB-2©^3^ i: c-erbB-2Jife^CDmRNA^0^E^^ ^mRNA*> ^ c-erbB- 

^S'^^^— ©tSf-^ldiSs mRNAA»P)C-eri3B-2Ma®^®ifflaR®»©J[Br. J. Ca 
n., 70, 819-125 (1994)^ Biochem. Biophys. Res. Commun., 200, 661-667 (1994)^ 
Int. J. Can., 72. 631-636 (1997)]. c-ert)B-23ifi^rp* — — ^jK^fS b U 
U \y ^ U :J 5? ^ 1/ Kfe^tC «k 5fe^<DlSS[Biochemistry. 3 

8, 619-628 (1999X Can. Res., 56, 515-522 (1996K Gene, 149, 123-126 (1994)]. 
'J4^1f-l' A(^fe-^tCj;?)C-erbB-2 mRNA©^^D. Biol. Chem., 272, 29482-294 
86 (1997)]. c-erbB-2jtfE^©mRNAOD^2?§iNFMfi^fC|iaS-rS{b-&tl[Brit. J. C 
an.. 71, 753-757 (1995)]<Z)i&-^{3 J; Sfe^i:cDffiga?;&$,{f 5 C il^^-C'^ So 

BBM^B^Ii ^±tt 1993^. Latchman DS, Transcription Factors: A Practical 

9 



wo 01/76630 



PCT/JPOl/02981 



Aproach, IRL Press l993]iZXt) V—->ift^Citifi-^^ ttittf^, 
c^rbB-2<D:^0^— ^J^CGene, 136. 361-364 (1993), J. Biol. Chem., 265 . 
4389-4393 (1990K Mol. Cell. Biol.. 7, 2597-2601 (l987)]Sb hMl^lJ'^mMh 
fc^^y ADNA*»t>PCR[Dieffenbach CW & Dveksler GS. PGR Primer: A Uborat 
ory Manual (Cold Spring Harbor Laboratory 1995)]^CD:3^^"C^atUx 7*0 

^ —UMinl^-^ ^o^A:7mn — ^ju h v > ;^ 7 ^ — t^itfc^^ 

*l6B^®c-erbB-2®^i^rSi4*llS-r S^Mtt. TiMifflliaiiJilSSf^ffl 
*^B^Oc-erbB-2©^^Mi4*lfflS■r5tI!K*«MeS©^-&t±^^^eH<£^ 
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yv-n-m. MMM. mmnu mmu ^^ni nm^mu ^mmta 

WL^k. LtfiBA— »30.oimg~ig,$?^ U < {io.os-somg^— B— lal=&v^ UlS 
if*L<H:0.0i~iOmg<£-B-Iil*iV^l>fK(aliS-^^So bjJpUJS:*^?). dii^ 
3. ii<4li®U»>v^,«#<D^»flg 
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•^^^mn^mm^^ii UT^Wf Sims® U e^v^^o^Srl^^sJitf^^Bf 
lil*ffl^^Sti^4llfii5 •>^^®^»r:&aj(c:l|-r-5oc-ert)B-2€:^Mtfclit^^mi- 

(Ommi^s .c-erbB-2CDinRNA<fe^M* fettttm-r 5 C i: ^ Sc-erbB-2jge^ 

©DNA. ^DNA»r;t^ iJJ:tfcnf)(D^s^S^cD^SiB5^iJi:-gfri>:g^iO'-50 
Jg«*^ ^ 5 >; rf 7 J? ;t ^ K tf ^> ti S o 

^^:»^{C:^&bT^ eiochem. Biophys. Res. Com., 210, 1066-75 (1995)iCHBiE®:7?& 

*4 b T ffl I > S c: -e ^ -S o 

( 1 )c-erbB-2(D^mi' ^ji^^m^mzm^T^m^mm ') ^^^(ommism 
^fc(*?tigiiffljiafc:#4-rsc-erbB-2^x c-Qtb^-i^mMr ^tfWf^. mmt^m:. 

c-erbB-2*Ssa-r SJaf*:. taflcWr/t ^ fett-^ti ^©tait:©^!^^*!:*^ V^TmM 
«i«JSfcl±mMiMl3#:&t-Sc-^rijB-23£^&3gg^fl«jtt^mi-S;& 

nzyme immunoassay; EIA) ■^'Ml^fl^iSSlI^^ (Radioimmunoassay; RIA) U i^ffi 

^^Cx^yy'^y^^y^ 1987^) . M^^b^H^^j^ 5 ^l&^it^m^miM 

^'fb^IsJA 1986^) ^ Coding JW, Monoclonal Antibodies: Principles and Pract 
ice, Third edition (Academic Press 1996)^ Harlow E & Lane D, /Antibodies: A la 
boratory Manual (Cold Spring Harbor Laboratory 1988)] iZM'^^'^Xfrv ^t.1fi 
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l A tt ^ C 3!j^ f> b Tillgifflllg S @ U X c-erbB-2 ^ r S S fe m^*: 
> ' V^:t^>T^—\- (FITC) . 7" h^p<^;UD— > • ^ V^;*->>T^ 

(C<t >)l§e-rS^H^&»bTSiB^-«-c-erbB-20>'\-> h' ^fe Rim b fc ») x Hil 

13 



wo 01/76630 



PCT/JPOl/02981 



2 a^®c-erbB-2^^iffi-r s ^ ^ P — ±;i/tTi;<*SfflJt * ^ jfp b»— ;?CD t 

-:^;^m^♦^tfc{iti^^i^*:»fM-^i^;^;^■=^i^^-^?■^7';^* u 7;j-:^7 7'^-Hf& 

yU—hiZ mkV- y y)V ^ ^J^; ^ -a-, ^ g^^lga b ^ c-erbB-2^ y ^ P — 
4i©c-erbB-2C7)|^m S {i^*>&ff ^ o 

ln;#:-e3&<c-erbB-2^a*^l§lbx -^fi©^l«c-erbB-2i^a^l«®|-b- 

-erbB-2®«^m * fett^M&fr^ So 
(2) c-erbB-2®^]SU'>^;i/SmRNAU'^;i/-??«!J^t* S^»f:3&^ 
T»MifflflS{3 iStt 5 c-BTb^-2<D%M \y '<;i/OiiiP{±> mRNA bT V ^ 

5nri6<4**ii5V^CDT's c-erbB-2ge®T?«:<H c-erbB-2 mRNACDM^&ai^-T 5 

-€rbB-2a)mRNA#^fi^?5CRT-PCR[Dieffenbach CW & Dveksler GS, PGR Primer: 
A Laboratory Manual (Gold Spring Harbor Laboratory 1995)]^ S V^ti^ — "tf^ 

©mRNA U i: Jt^ 5 c i: t) f 5 A»T- # S o RT-PCR tcffi i a S 

14 



wo 01/76630 



PCT/JPOl/02981 



v^(Dm^m(Dmmim t -mt s io~5ojgs*» e> u 3f ^ u ^j-^ k 

T'U^-f -e— v-a XD^O— :riiLT. c-erbB-2CDcDNAfe5VA(i-€-®BfiT-*''P 

*i i^o»«i*i3{vi5c^-^i^ If s^y ^ bfc ^ ® s c h 3&*-e # 

5o c-erbB-ZOcDNA-^-^-OBrK-ttx c-erbB-2©^]l*s#^^tlTV^SJ9Blia^> 
{iMKN-7[Nature, 319, 230-234 (l986)]4»f>RNAifeilMUx RT-PCR^fr^ ^ 

J: t J; t) ^tif # -So -if > h v'N'f ^ U y-f -if- a >-^RNA(3!)^M{d: 

ll^#[Sambrook J et al., Molecular Cloning: A Laboratory Manual, Second Edi 
tion(Cold Spring Harbor Laboratory 1989)]{::iai^©:5i£"Cff ^ C i:*^-??^ -So 

T♦$.^o^riM«^3o^^Tmc-erbB-2^:a^*:fc:J:5e7:I::;^^>:rD ^yy"^ 

mmm i m^mm u e^-^^n^^TtMiMiiaic^sit 5c-erbB-2jtiE^ ©le^s 
( 1 ) mmmmcomm 
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filtllSSU -i/V^B^A^^Biochem. Biophys. Res. Com., 210. 1066-75 (199 

mg/mi)?&#tftgifeRPMii6404'-e37-CT* 4 ^fP^^^iittau iaBiia*«f.a?)tc b 

fco m^titzmfH^^^^^ft (lOft-i/S/jj&iSifiifBS^tfRPMimo) it>-e. 5%C02 
(»^(n]iR u-r i/2~i/4-rosij®tg#:7 ^ ;^ 3 izm^m^^x-m t VN^twtg 

(2) '>J:-;^^>rP'> h{Cj:StfMlfflfl§-e©c-erbB-2MeM®^3g©<i^tB 

{J{i=3>>';i/^> ht^^^TiMM*^ *?^UfcU>^liSi?fi (PBS) T-?5fe^ 

1 % y -7^ .y h P-40^^$f|gtrf« C20 mMh^)7. -^^i^»t«(pH7.5X 1 
mM EDTA^ 50 mM7 ly'fb:^ h U -^^A. 50 inM/?-^ij-feP U >lt^ 0.05 mM N 
a^VO,, 10//g/mlD-r^7*^>. lO/Zg/mlTr O 100 mM PMSF^ fpl^^ 

Jil!S^^^{3-T'>;^jac-erbB-2}^[#:(*;bt::t'^AttSi) **D^-C^ 4''C-e- 

— fe7TD— X (50%;^^U— «^ •if'f A F • ^Jjfv hU-XltSi) 30/zl*flP 
4 "CfSO^F^^ >:^ri'<-h'rSiIi:{Cj;t). S^I^«^<*:^lK^^ ^tzo 
T'DT^'f >G--fe77'P-;^<£IaIlRU0.1% Tween20*^tf h ';:^iS®M(pH7. 
6)f 5 IsliJfe?^^^ 20 inia)SDS-PAGE-9->7';Vffli^Sgfg[C62.5 mM h g::^-J^®?(p 

H6.8) s io%^u-bD— ;k 2.3% SDS. 5% 2-p<;i/* r h y — r^-^d 

m^&^^^tZ-o\,\X. ^JiT.i^^y'n^y^^ >^^{C«kDc-erbB-2*|ftmbfeo 
^6^tt^^®SDS-PAGE=&^f oT^SM^^ilbfc^> PVDF^-f 

2ini{4: (*;n^;4-'^Attii) *SJ5&^-&fco SfS^. ^7 ^ 2iJ:in;i*: 
t[^x^M^iyir—iinmLtz'^^^^*:^:^\gGmi^ i^u (oako) tt^) * 
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t^. 185 kDa«)^^^y^> KASttm^nfco C:(D^^MttW±CDc-erbB-2C9^ 
(3) BGFtC J; Sc-erbB-2® U >^'fb 

^lia±t::c-ertjB-2i:EGFR*JJ!:-# br V> ^m-^. EGF(7)^iP(C J: ») c-ert>B-2i:E 

U ymit^^\-f^o -?CT% ( 1 ) T'liMbfcmM,»{::EGF^^^j(jn 

20//g/mlOEGFM^5:^. lO^ife J:yf20:$>^®mMifflJiS^lfiIlR Ls ( 2 ) 
11^(3, ^J^c-erbB-2l^;^fi:^ffl^^fc^]^^5fcl^<£^fofco bfc^jS*tl^!^{::SDS 
-PAGE {7.5%T^ K) <£fTofc^ (2) ilPI^tCbTs 1 iJjtiif*:^ b 
-i:tn;c-erbB-2}jT;<4;45<kt>'*n;U >^^b^D i/>JjT;#:r-$)S4GlO {T-jy:^'T~ 

K^^t^^ttSbfeo ^®!^^*^l^b(c^bfeo 
|?Ec-erbB-2!n;it:i:S;!&-r Sc-erbB-2Cr)MeKM(*> S i:^ if^^b bT V^^V^® 

t:?*uta'; >mit^v3i/:ytm}lm.m■^^ u >^{b*s(tfec-erbB-2tti^^i: 

i:*(3iiSDbTV^*:„ bfej&Jo-Ts miiiiMia©c-erbB-2(iEGF{Z J; DMtt^b^tl 
U >^fllSS(tS3i:*Sffi|^^nfeo «;i3s EGF^^JD©T»M«BllaK:^3V^r*5^ 
Ui/y U >^^b^nfec-erbB-2®M-> KAJtftm^tlSo bfeA^oT. (31411® U 

»> rn/^lig S #d«EGF^<Z) 'J > H S^njj bs S 3® 

c-ert)B-2&feSM?Si4<b bTV> 5 e>nfco 

^^^±.m^^^rztt>. k±t% o.i% h uri/> (if^c^ k • ^ 
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■JfrSt^^PISbfco 3%iEn^'^Ikm i^^^- • ^^^^ h U-XttM (Vecto 

f Laboratories Inc.) ) /PBS^MT'^rST- bx ^^#Sfl«JM^lHJ^rD 

'^i'bfco »:^^l?^a®^>>/^•— rt-e. liJ;jtn;<*:ilLT2.5mg/tnIV«>:;^i)lc-erb 

T tr > *^tf r bTi? > - 1 > - ^J^— 
T-mP^'O^i'^-hLfeo ^±fc:r5fcrl^bfc^x dab Ca.a'-i^r ^ yoi^ 

i^>4^^ (3,3'-diaminobenzidine tetrahydrochloride) . ^^f^M^tM^ ^f^t 

S^ih^-a-fec f3i^ii(::briiMbfeMtOK-(3?*u ^5^;i/-^'J-> 

T©c-ert)B-2CD U ^^-fbPIHt ct Ktm^tzo timTO®3tWiiMTT C3,(4.5-dime 
thyIthiazoI-2-yl)2,5-diphenyI-tetrazoHuin bromide^ ^fflV^fcTy "fe'f ^[J. Immun 
ol. Methods, 65, 55-63 (1983)]t: J: »3ai^bfeo 

7.T-^y^\.^s 3n 6. 12.5. 25/zg/nii®ii)S-e-^ix^n^inbfc^Wt&Jfe. 

SA) ^jQx ifll?il!8^1JDD 200/^l;feffl^^T. 2 HC:^:^C^&flfe>&^g|b^^^^37'"C-C• 
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TB^JgilLfco mUSig^BCS mg/ml MTT^MlO^tilSJP^T 2 

S590 nm(Di!s^ft*iMiis®iijB)Si:Lfco it4(ii^ mm(Dmm^m\ ^mm 
^xxjFmmm^ (se) **»feo 

,( 2 ) mc-erbB-2jn;it;lC i 

^yy'-J^^ (Genetech Inc.) W) ( 1) il 

^^.^iiUTtt/N— fer^>#^j!jnRPMii64otg«b (0.1% bsa^jd. «M^in) 

mmm. c-e^bB-2©ts^4^bfe■5v^tt^D'>> u >^<b^«i$ij-rsig»j(is mfm 

*I6 Wt3 i t) s c-erbB-2*^ L feTSMJMISOliJfi&Rag-r -5 ^ ^^Wi "T s 
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2. c-erbB-2(D5fei^tStt*PIS-r5ifell*«. c-erbB-2*:rt-r Smffifei^^ll* 
■ri»«!lHSfe{ic-erbB-2©^iK>&jqi$IJ-rS^S|-r-feS.^*JS 1 IBiEOfittM^ 

3. c-exh^-Z^^t^mmBM^m.^-f^^'Kt^. erbBU5t;>K0c-erbB-2'x 

O^-^SPflS-r S c-erbB-2 U :*f > K ®c-erbB-2:&^tf 1^ -fe r ^ ^©i^^ 

-feffiS-rStJM. c-erbB-2(Dy-f V— fb^PI^-r-5^M*Jctt/erbBU3!J> K;!^*c 

4. c-erbB-2$^-r2.ti^fK^>£PaS-rS^M5!^\ c-erbB-2^i§:iS^f -S+ftliH 

5. erbB ^)i^yY ©c-erbB-2-N(D^-&&PaS-r S*^^^ {ierbB U > H ODc- 
erbB-2^^tfU-fe:7-^— \©liig^§Ra^-rS<^M>?P\c-erbB-27'>^ri^;:^ 
feJic-erbB-2'X7^ D Hr 7° ^ - S^F^f^f S U-fe r^J? — {C^f 5 7 > =f^X h 

T-*> s CI *i^0gc^ -r s^ 3 mm(om.'&mm y ?&isi^o 

6. erbB U ^ > F 6Dc-erbB-2^©l^^^RaS-r Si^M S tterbB U j!/ > H ®c- 

erbB-2?fe^tfU-fer^ ^©Hg^^PlSf-Si^Si^. erbBUJff^ h-fcjg-^UTs 

erbB y iS> K©c-erbB-2tfeH:c-erbB-2fc'\7^D U-br^— ^cJ&fig-rS U-fer 

7. c-erbB-2$fc{±c-erbB-2i;'\7^D U-fer^-^&BfifefSHzr^J'-KlJvrt- 
^7yifd-7.Y1fi^ c-erbB-2 * ttc-ert)B-2 ll^^TXil^-^y^— ^BfSL t^V 

8. erbBU :tf > K i:^^'&b■r^ erbB 'J h*®c-erbB-2t ;^Jic-erbB-2h'\7^ 
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9. erbB U K 35»Sc-erbB-2(ClK^ bfc^®fiSeil*|JiS-r S^H^C^. c-er 
bB-2©^P S/> 'J >^'fb*iaS'rSi^g*fc{± >^<b iytzc-erhB-Ztmrnf^ 

10. c-ert)B-2©^ D J/ > i; >mt^m^t^<^nifi^}^iy >^i—-iimmm-Q 

11. U >^^bUfec-©rbB-2fcj^J!aF«3ti«e3ti9-^i:©fflSftffl^fePIS^?.^M 

12. c-erhB-2(D^M^WW^%W. c-erbB-23tfe^{3^-r-2.T>^-fe>;;^ 
DNA^ 7'>^-b>;^:tU=f3?^lx;t^h\ h U U ^;^ff$fig:r U rf 3? 

h*^3J:t>'U^1f-f AA^e,^i,gf<t t)Mffn5'J^^< i:*,-®T-$)-2.. » 

14. c-erbB-2«5fe^rSi4SPl*-rStl»*Sx c-erbB-2*:n'-r 5ti^fe^*RBS 

15. c-eihB-2^ifr^mmBM^mm-rZmWifi. erbB';3ff>K©c-erbB-2 
^©^^*PIS-r S^Ss c-erbB-2 ^)iJ> KOc-erbB-2*'#tf 1/ -b 7"^ — '^©i^ 
^SISS-r5tl®.c-erbB-2(Dy'f V-'fbSRaS-rS«5H:fe<fcVeriDBU fSy K*s 

16. c-eihB-2^ifr^mmum^mmt?>^mti^. c-erhB-2^mmir^^mtn 

.17. erbBU K<Dc-erbB-2-NCDJ^^^IlS-r fc{±erbB U KCOc 

-erbB-2^-§tfU-b:r^— ^©i^^§ffig•r5#3®*S^ c-erhB-lT y ^ ^ :^7. V 
t. tz {ic-erbB-2^7^ P Hr 7* ^ — & Jj^fig-f S H: T'^' -izMt S 7 > ^5' 3 
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hX'$>izt ^!^m.tti>. m^m 1 5 tm(Dmmmmmmmmm<. 

18. erbB 'J 3tf > H Oc-erbB-2^CD!^^:&Ri^-r t fc lic-erbB-2 U 55? > K 
erbB 'J > K CDc-«rbB-2 * tz {±c-erbB-2^7^ P U -b T'lJ' — ^J^fiet" 5 -b ^ 

19. c-erbB-2^fe{±c-erbB-2h'V7^n U-bT'^-^fl^^-rSP-fe^^— tlM-r 
ST^^J^rjriJ^hAS, c-erbB-2 ^ H:c-erbB-2 i: P U -fe r — ^M^f S W 

•b -:&^iSt- s 't'fatrti*:. ^t/b#:»f >t s feii^n ^ 5 c h 

20. erbB U > K UTs erbB U > K 6Dc-erbB-2 $ {ic-erbB-2 1 

21. erbB ^)iS> KA5c-erbB-2{Zi^^Lfc^®m^f5^<£fflS-r c-er 
bB-20^PS^>U >^^b*llS-r5t)S*fe{iU >^lbL.fcc-erbB-2j:i^)ja[*| 

22. c-erbB-2®^Pi'> U >^<b*ffiS-r5i^MA*^D i/^:^:?— 4fPIS^jT* 

$>^m^m2 itmommmmmmmmmo. 

23. u >K'fbbfcc-erbB-2i:«Biiai*iii^e3it9-^^i:©ffiSf^ffl*iiag'rst>s 
c-erbB-2CDiaBiiart«^tc^i-sjji«:> ^in;«:Wr>t^fe<4*ne®^#f*;-e«» 

24. c-eri)B-2(D#gm<£iIP«IJf StJHA^s c-erbB-23tte^lC:^-r STV^-b 

DNA, 7>^-b>::^^';::J7^l/::r^ h\ h^)y)l^^) yi^:^B^:tV^7(^ 

25. C-erbB-2 ^fc{±c-erbB-2®mRNA*) b < (icDNAi:#M6?Jtijg-^-r 

bt^^-r 5iit4TO ^^^(Dmmmo 

26 . c-erbB-2 1 tc {±c-erbB-20mRNA * b < (icDNAiCJig^-r 5 tl® c-erb 
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27. 2 5 Sfctt 2 6fB48®^»f^*fflt^t:?il^f9Blja®c-erbB-2$«^m* 
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